monolayer. (B and C) Confluent HUVECs fixed and stained for APC (red), EB1 (green), and DAPI or α-tubulin (blue). Boxed regions of clusters [C] or lateral membrane [L] correspond to enlarged images. In (C) only enlarged image with clusters [C] is shown.
Scale bar, 20µm. HUVECs were plated to confluency on 5µm-pore polycarbonate filters. After 3 days HUVECs were treated with either 20µM GSK3β inhibitor for 1 hr, 50µM CKI inhibitor for 4 hrs, or 20µM GSK3β+50µM CKI inhibitors for 4 hrs. To start migration, HUVEC media was removed and 1X10^6 differentiated HL-60 cells were added to apical chamber. HL-60 media containing 20nM fMLP was added to lower chamber. After 1 hr at 37°C, number of HL-60 cells in the basal compartment was determined using hemocytometer. Mean values ± SEM from 2 experiments.
Supplemental Figure 2: APC at lateral membranes, but not in clusters, co-localizes with VE-cadherin and requires cell-cell adhesion for localization

Supplemental Figure 5: APC clusters in MDCK cells are also phosphorylated by
GSK3β/CKI
